The clinical need for the discovery and development of specific, fungicidal and safe new antifungal agents has been increasing in the past decade due to an expanding population of immunocompromised patients as results of transplantation, cancer and infection with HIV1>2). Today, amphotericin B and azole antifungals have been commonly used for systemic and local fungal infections. Amphotericin B shows a broad antifungal spectrum and fungicidal activity, but the use of the agent is being limited due to the nephrotoxic activity and the intravenous administeration3). Concerning the azole antifungals, their fungistatic activity and emergence of resistant microorganisms are significant problems4Î n the course of our screening program for discovery of antifungal agents, three antifungal flavones were found to be produced by a fungus, Acanthostigmella sp. CL12082.
In this paper, we describe fermentation, isolation, structure elucidation and biological properties of the flavones.
Results

Isolation
The detection of the antifungal flavones was monitored by HPLC using an ODS column as described in the experimental section. The fermentation broth (1.5 liters) was filtered after the addition of 1.5liters of EtOH. The filtrate was concentrated to an aqueous solution (500ml) and extracted 3 times with EtOAc (1 liter each). The EtOAc layer was dried over anhydrous Na2SO4and concentrated to dryness in vacuo. The resulting residue (1 g) was applied to a silica gel column (Kieselgel60, 230-400mesh, Merck
Co. Ltd.) which had been equilibrated with 500ml of ft-hexane-EtOAc (8 : 1). The active entity was eluted witĥ i-hexane-EtOAc (1 : 1). The eluate was concentrated to dryness in vacuo to yield a brown residue. The residue was dissolved in MeOH (10ml) and subjected to an ODS column (J'sphere ODS H80, 20X250 mm, YMGCo., Ltd.) Comparison with its molecular formula with C18H16C1O7 of II suggested that I ,would be a bromo derivative instead of the chlorine atom of II. As shown in Table 2 , the *H NMRspectrum of I revealed three double and H-6' indicated that the hydroxy group should be attached to be C-2' because of its electron donating effect. The 13C NMRspectrum ofI was also similar to that ofII except for the signal of the quaternary carbon at C-3' (8 113.54). The higher shift of C-3' of I than the corresponding C-3' (8 123.91) of II indicated that the bromine atom was attached to C-3' instead of the chlorine atom ofII. The UVmaximaofI supported the presence of the flavon nuclei. These data demonstrated that I was a new analog of II with the replacement of the chlorine atom by a bromine atom in the molecule (Fig. 1) . Biological Activities Table 3 shows the antifungal activities of I, II and III.
These compounds inhibited the growth of Candida, albicans and Aspergillus fumigatus with IC50 values of 0.1 -0.93 /ig/ml. They did not exhibit significant cytotoxic activity against HeLa cells.
Discussion
Three antifungal flavones, I, II and III, were isolated Fermentation Acanthostigmella sp. CL12082 was maintained on a plate of potato dextrose agar medium(Difco). Vegetative cell suspension from the plate (in 2ml sterile H2O) was used to inoculate a 500-ml Erlenmeyer flask containing 100 ml of a seed medium(potato dextrose broth 2.4%, yeast extract 0.5% and agar 0.1%). After incubation at 26°C on a rotary shaker (2-cm throw at 90rpm) for 9 days, 5ml aliquots were inoculated into fifteen 500-ml Erlenmeyer flasks containing 100 ml of a production medium (glucose 1%, glycerol 3%, peptone 0.5%, NaCl 0.2% and agar 0.1%, pH 7.0) and 30 g of rye flake (Nisshin Flour Milling 
